Reamplification of differential display products: more is not better.
Differential display polymerase chain reaction is technically challenging at a number of steps, including reliable reamplification of differentially expressed sequences after they are isolated from an acrylamide gel. As the only source of the sequence found to be of interest is the gel from which it was identified as being differentially expressed, failed attempts at reamplification can be particularly frustrating. In our laboratory, attempts to reamplify DNA sequences cut from a denaturing 6% acrylamide gel consistently failed when greater than 5 microliters of eluted product was used as template in a subsequent PCR reaction. If less template was used in subsequent PCR reactions, reamplification was consistently successful. This observation emphasized the importance of using limited amounts of template when reamplifying sequences that are differentially displayed on denaturing acrylamide gels